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Human IgGl cl ning into pcDNA 



Construction of pcDNA-huCK and pcDNA-huIeGl 

PCR product Vector 

Ck Sense 5' Xbal Hindlll BamHINhel 3' 5' NhelNotI 3' 

Anti-sense EcoRI NotI (pcDNA.neo) 

Cyl Sense 5' Xbal Kpnl Hindlll BamHI Nhel 3' 5' Nhel/Pmel 3' 

Anti-sense EcoRI Xhol Pmel (pcDNA Hygro) 

Construction of pcDNA -Ab 0/-C cassetted 

PCR product Vector 

Vk Sense Bglll or BamHI (if necessary)* 5' BamfflNhel 3' 

Anti-sense Nhel (pcDNA-huCK) 

Vyl Sense Bglll or BamHI (if necessary)* 5' BamHINhel 3' 

Anti-sense Xbal (pcDNA-huIgGl) 

* BamHI primer is used if the V region has an internal Bglll site 

Human IgG cloning - V-C cassette from pcDNA into "production" vector 

Insert from pcDNA 
IgK 5' Hindlll or BamHI (if alternate sense primer used) 

3' EcoRI, NotI, Xhol, Xbal or Pmel 
IgGl 5' Kpnl, Hindlll or BamHI (if alternate sense primer used) 

3 1 EcoRI*, Xhol or Pmel 

* 2 nd EcoRI site present in hygromycin resistance gene 

Primers used for V region amplification 
Vic-sense: 

y GA AGATCT CACC ATG + 20-23 bp leader sequence 3' 

Bglll Kozak 
Vk anti-sense (reverse/complementary): 

5* AACTA GCT AGC AGT TCC AGA TTT CAA CTG CTC ATC AGA T 3' 

SATGSKLQEDS (aa. 23-13 Ck) 
Nhel 



Cloning site of Nhel codes for A S - therefore no amino acid change due to cloning. 
Vy-sense: 

5* GA AGATCTC ACC ATG + 17-29bp leader sequence 3' 

Bglll Kozak 
Vy anti-sense(reverse/complementary): 

5* GC TCT AGA GGG TGC CAG GGG GAA GAC CGA T 3* 

(R)SP A LP F V S (aa. 14-7 Cyl) 
Xbal 
Cloning into 
5' CG GCT AGC 

S (A) 

Cloning site junction of Xbal/Nhel (TCT AGC) codes for S S - therefore no amino acid change due to cloning. 
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Anti-PSMA mAbs bind specifically to 
cell surface PSMA 
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Anti-PSMA mAb binding to cell surface PSMA 
(Unpurified mAb in culture supernatant) 
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